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be satisfied if the product provides sat-
isfactory results using either the sub-
cutaneous or intraperitoneal injection 
of 5.0 milliliters of inactivated influ-
enza vaccine into each guinea pig. The 
requirements for general safety for in-
activated influenza vaccine shall not 
be considered to be satisfied unless 
each lot of influenza vaccine is assayed 
for endotoxin in comparison to a ref-
erence preparation provided by the 
Food and Drug Administration, and 
such lot is found to contain no more 
endotoxin than the reference prepara-
tion. 

[39 FR 40016, Nov. 13, 1974] 

§ 610.12 Sterility. 
(a) The test. Except as provided in 

paragraph (h) of this section, manufac-
turers of biological products must per-
form sterility testing of each lot of 
each biological product’s final con-
tainer material or other material, as 
appropriate and as approved in the bio-
logics license application or supple-
ment for that product. 

(b) Test requirements. (1) The sterility 
test must be appropriate to the mate-
rial being tested such that the material 
does not interfere with or otherwise 
hinder the test. 

(2) The sterility test must be vali-
dated to demonstrate that the test is 
capable of reliably and consistently de-
tecting the presence of viable contami-
nating microorganisms. 

(3) The sterility test and test compo-
nents must be verified to demonstrate 
that the test method can consistently 
detect the presence of viable contami-
nating microorganisms. 

(c) Written procedures. Manufacturers 
must establish, implement, and follow 
written procedures for sterility testing 
that describe, at a minimum, the fol-
lowing: 

(1) The sterility test method to be 
used; 

(i) If culture-based test methods are 
used, include, at a minimum: 

(A) Composition of the culture 
media; 

(B) Growth-promotion test require-
ments; and 

(C) Incubation conditions (time and 
temperature). 

(ii) If non-culture-based test methods 
are used, include, at a minimum: 

(A) Composition of test components; 
(B) Test parameters, including ac-

ceptance criteria; and 
(C) Controls used to verify the meth-

od’s ability to detect the presence of 
viable contaminating microorganisms. 

(2) The method of sampling, includ-
ing the number, volume, and size of ar-
ticles to be tested; 

(3) Written specifications for the ac-
ceptance or rejection of each lot; and 

(4) A statement of any other function 
critical to the particular sterility test 
method to ensure consistent and accu-
rate results. 

(d) The sample. The sample must be 
appropriate to the material being test-
ed, considering, at a minimum: 

(1) The size and volume of the final 
product lot; 

(2) The duration of manufacturing of 
the drug product; 

(3) The final container configuration 
and size; 

(4) The quantity or concentration of 
inhibitors, neutralizers, and preserva-
tives, if present, in the tested material; 

(5) For a culture-based test method, 
the volume of test material that re-
sults in a dilution of the product that 
is not bacteriostatic or fungistatic; and 

(6) For a non-culture-based test 
method, the volume of test material 
that results in a dilution of the product 
that does not inhibit or otherwise 
hinder the detection of viable contami-
nating microorganisms. 

(e) Verification. (1) For culture-based 
test methods, studies must be con-
ducted to demonstrate that the per-
formance of the test organisms and 
culture media are suitable to consist-
ently detect the presence of viable con-
taminating microorganisms, including 
tests for each lot of culture media to 
verify its growth-promoting properties 
over the shelf-life of the media. 

(2) For non-culture-based test meth-
ods, within the test itself, appropriate 
controls must be used to demonstrate 
the ability of the test method to con-
tinue to consistently detect the pres-
ence of viable contaminating micro-
organisms. 

(f) Repeat test procedures.—(1) If the 
initial test indicates the presence of 
microorganisms, the product does not 
comply with the sterility test require-
ments unless a thorough investigation 
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by the quality control unit can ascribe 
definitively the microbial presence to a 
laboratory error or faulty materials 
used in conducting the sterility test-
ing. 

(2) If the investigation described in 
paragraph (f)(1) of this section finds 
that the initial test indicated the pres-
ence of microorganisms due to labora-
tory error or the use of faulty mate-
rials, a sterility test may be repeated 
one time. If no evidence of microorga-
nisms is found in the repeat test, the 
product examined complies with the 
sterility test requirements. If evidence 
of microorganisms is found in the re-
peat test, the product examined does 
not comply with the sterility test re-
quirements. 

(3) If a repeat test is conducted, the 
same test method must be used for 
both the initial and repeat tests, and 
the repeat test must be conducted with 
comparable product that is reflective 
of the initial sample in terms of sample 
location and the stage in the manufac-
turing process from which it was ob-
tained. 

(g) Records. The records related to 
the test requirements of this section 
must be prepared and maintained as re-
quired by §§ 211.167 and 211.194 of this 
chapter. 

(h) Exceptions. Sterility testing must 
be performed on final container mate-
rial or other appropriate material as 
defined in the approved biologics li-
cense application or supplement and as 
described in this section, except as fol-
lows: 

(1) This section does not require ste-
rility testing for Whole Blood, 
Cryoprecipitated Antihemophilic Fac-
tor, Platelets, Red Blood Cells, Plasma, 
Source Plasma, Smallpox Vaccine, Re-
agent Red Blood Cells, Anti-Human 
Globulin, and Blood Grouping Re-
agents. 

(2) A manufacturer is not required to 
comply with the sterility test require-
ments if the Director of the Center for 
Biologics Evaluation and Research or 
the Director of the Center for Drug 
Evaluation and Research, as appro-
priate, determines that data submitted 
in the biologics license application or 
supplement adequately establish that 
the route of administration, the meth-
od of preparation, or any other aspect 

of the product precludes or does not ne-
cessitate a sterility test to assure the 
safety, purity, and potency of the prod-
uct. 

[77 FR 26174, May 3, 2012] 

§ 610.13 Purity. 
Products shall be free of extraneous 

material except that which is unavoid-
able in the manufacturing process de-
scribed in the approved biologics li-
cense application. In addition, products 
shall be tested as provided in para-
graphs (a) and (b) of this section. 

(a)(1) Test for residual moisture. Each 
lot of dried product shall be tested for 
residual moisture and shall meet and 
not exceed established limits as speci-
fied by an approved method on file in 
the biologics license application. The 
test for residual moisture may be ex-
empted by the Director, Center for Bio-
logics Evaluation and Research or the 
Director, Center for Drug Evaluation 
and Research, when deemed not nec-
essary for the continued safety, purity, 
and potency of the product. 

(2) Records. Appropriate records for 
residual moisture under paragraph 
(a)(1) of this section shall be prepared 
and maintained as required by the ap-
plicable provisions of §§ 211.188 and 
211.194 of this chapter. 

(b) Test for pyrogenic substances. Each 
lot of final containers of any product 
intended for use by injection shall be 
tested for pyrogenic substances by in-
travenous injection into rabbits as pro-
vided in paragraphs (b) (1) and (2) of 
this section: Provided, That notwith-
standing any other provision of Sub-
chapter F of this chapter, the test for 
pyrogenic substances is not required 
for the following products: Products 
containing formed blood elements; 
Cryoprecipitate; Plasma; Source Plas-
ma; Normal Horse Serum; bacterial, 
viral, and rickettsial vaccines and 
antigens; toxoids; toxins; allergenic ex-
tracts; venoms; diagnostic substances 
and trivalent organic arsenicals. 

(1) Test dose. The test dose for each 
rabbit shall be at least 3 milliliters per 
kilogram of body weight of the rabbit 
and also shall be at least equivalent 
proportionately, on a body weight 
basis, to the maximum single human 
dose recommended, but need not ex-
ceed 10 milliliters per kilogram of body 
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